New and selective Rlk and SA media, combined with cold enrichment at 4 to 5°C, allowed isolation of Mobiluncus species from patients with bacterial vaginosis at higher rates than with conventional cultivation methods. Rlk medium consists of Columbia CNA agar supplemented with peptone, yeast extract, 5% laked rabbit or sheep blood, nalidixic acid, and tinidazole. SA medium consists of Columbia CNA agar supplemented with 2% rabbit serum, 1.6% laked rabbit or sheep blood, nalidixic acid, and tinidazole. Use of these selective media plus the cold enrichment technique permitted Mobiluncus species to propagate at rates similar to those of other anaerobic members of the vaginal flora.
MATERIALS AND METHODS
Study population. Vaginal specimens, which were not sequentially numbered, were collected from 201 female patients, 78 attending Student Health Services at San Diego State University (SDSU) and 123 attending the Department of Obstetrics and Gynecology at the San Diego or La Mesa, Calif., Sharp Rees-Stealy Medical Center.
Methodology of specimen collection. Specimen collections at the two institutions (SDSU Student Health Services and Sharp Rees-Stealy) were not conducted simultaneously. After the processing of 78 specimens obtained from SDSU Student Health Services, the methodology of collection was evaluated, improvements were implemented, and collection of the Sharp Rees-Stealy specimens began. In both studies, vaginal fluid was collected from the lateral and posterior vaginal fornices with a cotton-tipped swab. The swab was inserted into anaerobic transport medium (Anaerobe Systems, Santa Clara, Calif.) such that the tip of the swab barely entered the agar (5 mm or less). The time and date of specimen collection were recorded.
Collection of SDSU Student Health Services specimens. After collection, the transport tube was taken to the laboratory (a process that took 10 min to 2 h) and placed in a refrigerator at 10 to 12°C until the swabs were streaked on Rlk, SA, brucella blood agar, and Mobi agar (C. A. Spiegel (Table 1) . However, when a mixture of organisms commonly found in bacterial vaginosis, including Mobiluncus spp., was collected on a swab, inserted into anaerobic transport medium, incubated at room temperature or 5°C, and then plated (Table 2) , it was frequently impossible to locate the Mobiluncus spp. on Mobi agar. The lowest yield and the smallest colony size (Tables 1 and 2 ) of Mobiluncus spp. were obtained on brucella blood agar plates.
Even though the procedure for specimen processing was different for each institution (SDSU Student Health Services and Sharp Rees-Stealy), the most abundant growth of both Mobiluncus species was obtained on SA medium. In clinical isolation of Mobiluncus spp., SA and Rlk should be used in conjunction, since each medium allows the growth of different organisms because of its chemical composition (i.e., yeast extract, additional peptone, and laked blood versus serum and laked blood). Thus, if one type of medium is overgrown, the other usually is not. SA medium is the more inhibitory of the two, but it has little or no effect on gram-positive cocci.
Plates left in an aerobic environment for longer than 4 days and then reduced do not allow isolation of Mobiluncus spp. from clinical specimens and greatly diminish the growth of isolates in pure culture. Two Sharp Rees-Stealy clinical specimens (144 and 153) collected on the same day and then streaked on plates which were left for 4 days in an aerobic environment and then reduced for 1 week before use showed no Mobiluncus growth even though the organisms were present in the specimens in large numbers (Table 4) .
The cold enrichment technique (Sharp Rees-Stealy specimens) helped immensely in Mobiluncus isolation. In over 50% of the cases (Table 4) , the most abundant and almost (Table 2) , as well as by Sharp Rees-Stealy specimens 277 and 296. Both of these specimens were collected on the same day. A minor problem with the cooler on that day rendered the temperature very close to room temperature, with the transport tube being warm to the touch. Even though Mobiluncus sp. was present in large numbers in these samples, the specimen which was collected earliest and remained at room temperature for over 2 h had no Mobiluncus growth; the second specimen had very poor growth of the organism (Table 4) .
Although previous studies (6, 7) have indicated that Mobiluncus sp. can survive for 2 to 6 h at room temperature before plating, the low isolation rates of these studies and the results with Sharp Rees-Stealy no. 277 and 296 plus the control study (Table 2) indicate that Mobiluncus sp. may be inhibited when in close proximity to certain members of the mixed flora present during bacterial vaginosis and on a swab with the Mobiluncus sp.
It appears that the cold enrichment technique slows down the metabolism of the competing flora to a rate that allows the Mobiluncus sp. to compete successfully with them. This, in combination with the selective plates, provides slowgrowing and fastidious Mobiluncus spp. with the advantage they need to survive among the rapidly multiplying mixed flora.
